. PINK1/Parkin cell-free ubiquitination assay. (A) HeLa cells were transfected with nontargeting siRNA or PINK1 siRNA for 48 h and then treated with either DMSO or 10 µM CCCP for 3 h. Whole-cell lysates were subjected to immunoblotting using PINK1 and VDAC1 antibodies. (B) Different amounts of mitochondria (as indicated), from 10 µM CCCP-treated cells expressing endogenous PINK1 or cells stably expressing PINK1-V5/His were incubated with Parkin expressing cytosol for increasing times. Mitochondrial fractions (15 µg) were analyzed by immunoblotting using Mfn1, PINK1, and VDAC1 antibodies as indicated. (C) Mitochondria isolated from DMSO or 10 µM CCCP-treated cells were incubated with Parkin expressing cytosol for 60 min and mitochondrial fractions were immunoblotted for various mitochondrial outer membrane proteins as indicated. *, nonspecific band. Bracketed regions, apparent ubiquitination. 
